(B) Identification of Mettl4 deletion founder mice. Pups were screened by PCR using primers adjacent to the sgRNA/Cas9-targeted sites flanking exon 6 of Mettl4. WT, wild-type control sample. M, DNA size marker.
(C) Diagram of proteins encoded by wild-type Mettl4 and the exon6 allele, which introduces a translational frameshift that ablates the MT-A70 methyltransferase domain. (D) In vitro DNA pull-down assay. Purified HARE-HTH or MPND RAMA domains were incubated with untreated resin or resin coated with duplex DNA oligonucleotide containing 6mA in a native sequence context (5'-AACAGAAGAGG-3'), or 5mC or 5-carboxylcytosine (5caC) in a CpG sequence context. After extensive washing, bound proteins or input samples were resolved by SDS-PAGE and detected by immunoblotting (n=2 experiments).
(E) Purified HARE-HTH and MPND RAMA domains were incubated with untreated resin or resin coated with duplex DNA oligonucleotides containing 6mA in a native sequence context or Dam-specified context (5'-GATC-3'). After extensive washing, bound proteins or inputs were resolved by SDS-PAGE and immunoblotting using His and S-Tag antisera (upper panels). 6mA in each pull-down was detected by dot blot using 6mA antisera (bottom panel) (n=3 experiments).
(F) Biotinylated duplex DNA containing the indicated standard or modified bases was incubated in the presence of streptavidin agarose resin. Coupling to the resin was verified by agarose gel electrophoresis of 5% of each input and unbound supernatant (sup). Resin containing immobilized DNA was used for pull-down assays. (B) HEK293T cells expressing Flag-ASXL1.591 or Flag-Mettl4 were incubated in the absence or presence of proteasome inhibitor MG132 (2.5 M). Proteins in whole cell extracts were resolved by SDS-PAGE and immunoblotting with the indicated antisera. An irrelevant lane was removed from both images (n=2 experiments).
(C) Alkbh4 rescues ASXL1.591 from proteolysis. HEK293T cells expressing the indicated combinations of Flag-Alkbh4, Flag-ASXL1.591 and Flag-Mettl4 were harvested and lysed, and proteins in whole cell extracts resolved by SDS-PAGE and immunoblotting with the indicated antisera. Tubulin, loading control (n=3 experiments).
